
3411 SILVERSIDE RD., 104 HAGLEY BLDG., WILMINGTON, DE 19810 
TELEPHONE (302) 478-1522 l FAX (302) 478-4097 

May 2, 1997 

Ms. Debbie Lumpkins 
Office of OTC Drug Evaluation (HFD 560) 
Food and Drug Administration 
920 1 Corporate Boulevard 
Room 560 
Rockville, MD 20850 

Re: Docket 75N- 183H 
Chloroxylenol (PCMX) 
Draft Protocol - 13 Week Dermal Range-Finding Study In Mice 

Dear Ms. Lumpkins: 

NIPA Hardwicke Inc. is currently performing a 14 day MTD study based on the U.S. 
EPA principles outlined in Debra L. Bowen’s letter to us of May 6, 1996. Once this 
evaluation is completed, we will make an appointment to discuss with you the rest&s 
obtained. 

Prior to meeting with you to present the developed 14 day MTD data, we are submitting 
our draft protocol for a 13 Week Derrnal Range-Finding Study In Mice. This 91 day 
evaluation will be the basis for your requested 24 month evaluation. The only difference 
from this draft protocol will be the use of the “high dose” determined in the 14 day MTD 
evaluation. 

, 

Irving Gottlieb 
Director of Sales and Marketing, Biocides 

cc: G. Kramzar 
Dr. W. Guess 
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For 

HIPA Jkdmatcnies 
34x1 Silver&e Road 
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BY 

WL Rexarch Laboratories, Inc. 
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A W-WEEK RERMAI, RANGWTINRING STUDY OF PCMX INMICE 

WIL Study No. : WIL- 

I. OBJBCTlVE OF STUDY 

Sponsor Project No. : 

The objective of this study is to evaluate the possible toxic effects of the test article 
when administered dermaily to mice for 91 days @inirnum) and to provide 
information of setting the doses for a chronk. oncogenicity study. 

Tbe study will be conducted in compkuxe with the FDA Good Laboratory Practice 
Standards, 22 CFR Part 58. 

II. pERsoNNEL INVOLVED IN THE sTuDY 

A. Stxmsor Reoresentativ~ 

Mr.GaryKIamzar 
Vice Pzsident 

B, WIL Studv iXrecto< 

Ctistopher P. Chengelis, Ph.D., D.A.B.T. 
Associate Director of Toxicology 

C. WTL Toxico~ooav Dexxutment Resnonsibtities 

1. E. Crosby Tompkins, Ph.D., D. A.B.T. 
Vice President, Doctor of Toxicology 

2. 

3. 

4. 

5. 

6. 

7. 

Dennis 3. Naas, B.S. 
Assistant Dhxtor of Toxkoiogy 

Gary R. Kiplinger, B.S. 
Associate Toxicologist 

Kerin Clevidence, B.S. 
Acting Section Head I - Pathology and 
Developmentai Toxicology Laboratory 

Lisa Simon, B.S., M-T. (ASCP) 
Supervisor of Clinical Pathology 

LYM Myers, A.S. 
Section Head I - Histology 

Stanley E. Kopp 
Systems Manager 
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II. PERSONNEL lxv0LwD IN THE STUIIY (continued) 

8. 

9. 

10. 

11. 

12. 

13. 

Sally Gets, AS. 
Manager of In-Life Factities 

Deborah L. Little 
Manager of Qualiry Assurance 

Ian C. Lamb, Ph.D. 
Manager of Pharmacy 

Kevin Oberholtzer, B.S. 
Manager of TechnicaI Report Writing 

Loren W. Severs, MS. 
Manager of Analytical Chemistry 

Robert Dahlgren, D.V.M., Ph.D., DipIomate A.C.V,P. 
Director of Pathology 

IX. SmY SCHEDULE DATA 

A. Prouosed Eqerimental Start Date: To be determined. 

33. ,Proaosed Necropv Date: To be determined. 

C. Promsed Draft Report Date: To be determined. 

IV. TEST MATERIAL DATA 

A. Identification: 

B. Lot Numbq: 

c. Purity: 

D. Stabiiit~: 

E. Phvsical I%cr&ion: 

F. &nape Conditiong: 

PCMX (cblomxylenoi) 

To be provided by the Sponsor. 

Test article purity data are the responsibtity of 
the Sponsor. 

Test article stability data are to be prwided by 
the Sponsor. 

To be documented by WIL Research. 

sealed cormisler at room tempelature. 
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XV. TEST MATERIAL DATA (continued) 

G. Reserve Samoleq: 

I. Personnel Safetv Data: 

V. TEST SYSTEM 

A. Soeciq: 

B. Strain: 

c. sourcg: 

D. Number of A&x&: 

E. Am-: 

F. Identification Svstexq: 

G. Justification far Selectiog 

A 1 gram sample will be taken from each batch 
of test material and stored in the Archives at 
WIL Research Laboratories, Inc. 

A dust respirator, safety glasses, appropriate 
protective clothing and latex gloves wiU be 
worn when prepaxing or handling the soh~tions 
and neat test article. A materiai safety data 
shet or equivalent will be requested from the 
ciient. 

Mouse 

Charles Rive CD@-1 (ICR)BR 

The Charks River Breeding Laboratories, Inc. 
9801 Shaver Road 
Portage, Michigan 49081 

Approximately 60 males and 60 females wiJl be 
purchased. 

Animals will be approximately 4 weeks of age 
when received, and no more &an 6 weeks of 
age at study initiation. 

Animals will be identified by tattoo. Xndividual 
cage cards will be affixed to each cage and will 
display the animal number, group number and 
study number. 

This species and strain of animal is recognized 
to be appropriate for subchronic dermal toxicity 
and oncogenicity studies. The CD@1 mouse 
will be utili& because it is a widely used 
strain for which signi&ant historical control 
data are available. 
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VI. sPBXFIc MAINTFNANCB SW 

A. Animal Housing 

Weaniing animals will be housed 3 per cage by sex in clean suspended wire-mesh 
cages for approximately 3 days following receipt. Thereafter, all animals will be 
housed individually in suspended wire-mesh cages in an environmentally 
controlled room. The cages will be elevated above cage-board or other suitable 
material. Animals will be housed in general accordance with DHEW Publication 
No (NTIS), 85-23 (revised 1985). 

B. Environmental C@itions 

Controls will be set to maintain room temperature at 72* 1 3OE: and relative 
humidity at approximately 30-70 96. Fluorescent lighting will provide illumination 
for 12 hours per day. Temperature and relative humidity will be recorded once 
d&y. 

C. lIki&ina Water 

Tap water will be available ad libitwn. Filters servicing the automatic watering 
system will be changed regukly according to WIL Standard Operating 
Procedures. Municipal water supplying the laboratory will be analyzed for 
contaminants according to WE Standard Operating Pr&ures to ascertain that 
none are present in concentxations that would be expected to affect the outcome 
of the study. 

D. &t 

Purina@ Certified Rodent Chow #5002 will b+ offered ad &i&m dur+g the study. 
Analyses of the certified feed for the presence of heavy met&s and pesticides will 
be provided by the manufatfurer to ensure that none are present in concentrations 
that would be expected to affect the outcome of the study. 

A. Animai Receiot and Ouarantine 

Each animal will be inspected by a qualified technician upon receipt. Mice judged 
to be in good health will be placed immediiely in quarantine for approximately 
seven to ten days. AU animals will be weighed and assigned a permanent animal 
number. During the acciimation period, each animai will be observed twice daily 
for changes in general appearance and behavior. All animals will receive a 
detailed physicai e xamination at the time of animal sele&on for randomization. 
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VII. EiXJ’-AL DEiSIG~ (continued) 

The animals will be allowed a pretest week during which body weights, food 
consumption and general health will be monitored but they will not receive the 
test material. 

B. Randomization 

At the conclusion of the acclimation period, animals judged to be suitable for 
testing wilS be assigned to groups at random using a computer-generated ~XD~EUII. 
At this time, the animal numbers and correspondiug body weights will be entered 
into WL’s Computer Data Management System. A printout containing the 
animal. numbers and individual exposure group assignments will be genmted 
based on body weight stratification into a block design. Animals will then be 
arranged into the groups according to the printout. Body weights at 
randomization will be within f 20% of the mean for each sex. If after 
randomization significant dif‘ferences between groups exist, new randomizations 
will be generated unti1 group mean body weights are homogeneous. 

C. Route and RztionaIe of Test Article Admiu&,ration 

The route of administration will be topical (dennal) since the intended use of the 
test article indicates that this will be the major route of exposure of human 
exposure- 

D. Omanization of Test Grouts. Exrmsure Levels and Treatment Reeen 

1. ~anization of Test G~UDS 

The following diagram presents the study group arrangement. 

Group Test 
NlUI& Mqe&.l 

Df=xe Number of Animals 
~centration _Males Females 

1 (optional) None 0 10 10 
2 Acetone 0 10 10 
3 TBD 10 10 

10 10 
10 10 

TBD = To he determined 
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VII. EXPESUMENTAL DESIGN (continued) 

2. Tnstment Retimen 

The animals will be dosed once per day, seven days per week for 13 weeks 
(minimum). 

3. Method of Admtistrution 

The hair wilI be clipped from the intmscapular region of back of each minxal. 
This wiIl be douc the day before initiation and as often as needed thereafter 
(at least one time each week). 

The test article at the rate of 1 tikg will be applied. Auimals ia the coutrol 
groups will be maintained and observed iu the same mauuer as the test group 
animals but will not be do& with test article. The vehicie control group 
animals will be dosed with acetone at a volume equal to that used for 
administrxtioh of test article. 

The appropriate amount of test ticie will be applied evenly by gentle slow 
dispwsation (allowiug the solution to spread in a slow even circular pattern 
without rumring) from a calibxated positive displacement pipeter. The site 
will be dried with a gentle sbteam of uuheated air as appropriate. Sites will 
not be dressed or wrapped. Sites wi.U be washed (with acetone and gauze 
swabs) to remove residual build-up once per week. 

4. Adiustment of Dosage 

Dosages will be adjusted weekly based on the most current individual body 
weights. 

VIII. PfWWET0G TO BE EVALUATED 

A. ViabiIitv Observations 

All animals will be observed for moxtality/moribundity twice daily, once in the 
morning and once iu the a&moon. Moribund animais wiIl be eutha&ed to 
cnsure that tissues will not be lost due to autolysis. 
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VIII. PARAMETERS TO BE EVALWATEX) (wntinued) 

B. Clinical Observations 

A clinical examination will be performed daily for all animals approximately 3 to 
4 hours post-dosing. Observations will include but are not limited to changes in 
the skin, fur, eyes and mucous membranes, respiratory, circulatory, autonomic 
and central nervous systems fir&on, somatomotor activity and behavior 
patterns. Findings noted at the clinical examinations (Positive or negative) will 
be recorded for individual animals. 

C. Dermal Observations 

Application sites will be examined for erythema, edema and other dermal fmdings 
once per week. Exythema and edema will be evaluated in accordance with the 
method of Draize (Appendix A) based on the four-step grading system of very 
slight, slight, moderate and severe. Other dermal findings, if present, will be 
noted. 

E. Individual Rodv Weiphts 

Individual body weights will be recorded weekly, beginning one week prior to test 
material administration. 

F. Individual Food Consumption 

Individual focd consumption will be recorded weekly, beginning one week prior 
to test material administration. 

G. Clinical Pathology (optional) 

The following clinical pathologic parameters will be evaluated on all surviving 
animals just at study term& tion. These animals will be fasted overnight before 
taking blood samples. The blood samples will be collected at the time of 
nectopsy from the vena cava. Half the mice (per sex per group) will be used for 
hematology and the remaining mice for clinical chemistry. 

1. hematology 

Hemoglobin 
Hematocrit 
Eqhocyte count 
Total leukocyte count 
DifYerentiai leukocyte counr” 
Platelet count 

Reticulocyte counts (if signs of 
anemia axe present) 

MCH 
MCV 
MCI-X 
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VIH. ExpERIMEx\ITAL OBSERVATIONS (continued) 

a = To be done initially only on control and high dose groups. If 
a potential effect is noted, this evaluation may be extended to 
the low and mid dose groups. 

2. Blood Chemistry 

I. Anatomic Patholom 

Serum &nine aminotransferase 
Serum aspartate aminotransferase 
Serum alkaline phosphatase 
Glucose 
Blood urea nitrogen 
Total cholesterol 
Creatine kinase 

Total bilirubin 
Total protein 
Albumin 
Globulin 
A/G ratio 

1. Macroscooic Examination 

A complete necropsy will be conducted on all animals dying spontaneously, 
euthanized in exrreti.r or at study termination. Animals euthamzed in 
exrremis or at study termination will be anesthetized with carbon dioxide and 
exsanguinated. Necrapsy will in&de examination of the external surface, 
all orifices and the cranial, thomcic, abdominal and pelvic cavities including 
viscera. At the time of necropsy the following tissues and organs will be 
collected and placed in 10% neutral buffered formalin: 
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Adrenals (2) 
Aorta 
Bone with man-ow (sternum) 
BGIill 
Eyes with optic nerve (2) 
Gastrointestinal tract 

Stomach 
Duodenum 
jejunum 
Ileum 

I5zax-t 
Kidneys (2) 
Liver (sections of two lobes) 
Lungs (including bronchi, ftied 

by inflation with fixative) 
Lymph node (mesenteric) 

F. 11/17 

Ovties with oviducts (2) 
pancreas 
Pituitary 
Prostate 
Seminal vesicles (2) 
Skin @eated and untreated) 
Spleex 
Testes with epididymides (2) 
Thymus 
Thymid gland (both lobes 

with parathyxoids, if present) 
Urinary bladder 
All gross lesions 

2. 0-s Weiphts (optional) 

The following organs from all animals at the fti necropsy will be weighed. 
(Pair organs will be weighed together.): 

Brain 
Kidneys 
Liver 
ovaries 
Testes 

Organ to body weight ratios wiIl be calculated. 
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vm. EXPERIMEN TAL OBSBRVA’TION~ (continued) 

3. ~&licroscooic Examination 

Microscopic examination of hematoxylin - eosin stained paraffin sections will 
be performed on the tissues listed in protocol stion Vm.L 1. for all animals 
in the naive control and high dose groups and fern all mice that die or are 
euthanized in exnemrj. The lungs, liver, kidneys, treated and untreated skin, 
and gross lesions wiil be examined from ail other animals. If a potential 
target organ is noted in the high dose group, that tissue will a&o be examined 
in the vehicle control, low and mid dose groups. 

ix. STATISTICAL METHODS 

All anaiyses will be two-tailed for SigniGcarrce levels of 5 % and 1% . All means will 
be presented with stauclard deviations. All statistical test will be perfomxd by a 
Digit&@ Bquipment Corponition computer with appropriate programming. Analysis 
of weekly body weights, body weight changes and food consumption as weiS as clinical 
pathology values (excluding differential white cell counts other than segmented 
neutrophils and lymphocytes), and absolute and relative organ weights will be analyzed 
by a one-way analysis of variance comparison of the control group to each treated 
group by Dunnett’s test(l). 

Dexmai score data will be inspected by the study director and an appropriate method 
of analysis chosen, documented in the raw data, and described in the final report. 

X. DUALITY ASSURANCE 

The study will be audited by the WIL Quality Assumnce Unit while in progress to 
assure compliance Good Lboratory IPractice regulations, adherence to the protocol and 
to WIL Standard Operating Procedures. The final report will be audited by the WIL 
Quality Assumnce Unit prior to submission to the Sponsor to assure that the final 
report accurately describes the conduct and the findings of the study. 

This is a regulated study and wiIi be included on the master schedule. 

XL RECORDS TO BE MAINT- 

Au original raw data recmis will be stored in the Archives at WIL Research 
Laboratories, Inc. Records to be retained will include, but are not limited to, the 
following: 

A. Protocol and protocol amendments 
B. Master protocol computer printout 
C. TV5 study personnel involved in the conduct of the study 
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XI. L (continued) 

D. 
E. 
F. 

G. 
H. 
I. 
Y. 
xc 
L. 
M. 
N. 
0. 
P. 
Q* 
R. 
s. 
T. 
u. 

Study schedule 
Purina@ CertiEed feed Lot records 
Animal receipt and identification records including purchase orders and shipping 
records 
Labolatory animal inventory 
Quarantine body weights and observation records 
Documentation of animal &ction for study 
Test materiai preparation records with Balance accuracy records 
Computer randomization records 
Body weight (weekly) computer archive reports 
Food consumption (weekly) computer archive reports 
Clinical observation computer archive reports 
Clinicai pathology computer archive reports 
Room temperature and humidity records 
Animal room cieaaing records 
Mortality/Moribundity records 
Computer raw data edit records 
Unscheduled deaths/euthanization nco& 
Gross pathological and histopathologicai raw data computer records 

XII. WORK PRODUCT 

Sponsor will have title to all documentation records, raw data, specimens or other 
work products generated during the perfoxtnance of the study. Within six months 
following submission of the final report all work products (including tissues, blocks 
and slides) will be transferred to the Sponsor. In the event the Sponsor cannot 
accommodate transfer of all or part of the work product such materials will be retained 
in the adives at WE Research Laboratories indefinitely as directed by the Sponsor. 
WTL Research Labomtories will charge a standard annual storage fee for the retention 
of such work product. Raw data in magnetic form will be re&ined by WIIL Research 
Laboratories in compliance with regulatory requirements. 

The report will contain all information necessary to conform with current FDA aud 
OECD specifications. 

The contents of the report will be as follows: 

1. sumrnaly 
2. Introduction 
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XIII. RIZPORTS (continued) 

3. Objexxive 
4. Experimenti Procedurus 
5. Resuks of Clinical Observations 
6. Results of Dermal Observations 
7. Results of Body Weights 
8. Results of Food Consumption 
9. Results of Cliuical Pathology Evaluation 

10. Results of Macroscopic Examination 
11_ Results of Orgau Weights 
12. Results of Microscopic Examination 
13. Discussion and Conclusion 

B. Tables 

1. Summary of Clinical Observations 
2. Summary of Dermal Observations 
3. Summary of Mean Weekly Body Weights and Body Weight Changes 
4. Summary of Mean Food Consumption (g/animal/day) 
5. Summary of Clinical Pathologic Values 
6. Summary of Macroscopic Findings 
7. Summary of Organ Weight Values 
8. Summary of Organ/Body Weight Values 
9. Summary of Microscopic Findings 

10. Individual Dexmal Obsen@ions 
11, Individual Weekly Body Weights 
12. Individual Food Consumption (g/animaU&y) 
13. Individual Clinical Pathology Values 
14. Individual Macroscopic Findings 
15. Individual Organ Weight Values 
16. Individual Organ/Body Weight Vahtes 
17. Xndividual Microscopic Findings 

C. Final Remrt: Three copies will be supplied 

XV. PROTOCOL MODDXATION 

Modikatiou of the ptotocoi may be accomplished during the course of this 
investigation, However, no changes will be made in the study &sign without the 
verbal or written permission of the Sponsor. In the event that the Sponsor verbally 
requests or approves changes in the protocol, such changes will be ma& by 
appropriate documentation in the form of protocol amendments. All alterations of the 
protocol and reasons for the modification(s) will be signed by the Study Director and 
Sponsor Rep=sentative. 
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xv. ANSMAL WELI=ARE! ACT COMPUANCE 

xvx. PROTOCOL AFPRCWAI.. 

This study will comply with all applicable sections of the Final Rules of the Animal 
Welfare Act reguiations (9 CFR). The Sponsor should make particular note of the 
fol.lowing: 

1. The Sponsor signature on this protocol documents for the Study Director the 
Sponsor’s assurance that the study described in this protoco1 does not unnecessarily 
duplicate previous experiments. 

2. Whenever Possible, procedures used in this study have been designed to avoid or 
minim& discomfort, distress or pain to animals. AU methods are described in this 
study protocol or in written laboratory standard opexating prooedures. 

3. Animals that experience severe or chronic pain or distress that cannot be relieved 
will be painlessly euthanized as deemed appropriate by the veterinary staff and 
Study Dhctor. The Sponsor will be advised by the Study Director of alI 
circumstances which could lead to this action in as timely a manner as possible. 

4. Methods of euthanasm used during this study are in conformance with the above 
referenced regulation. 

NIPA Mmatoxies 
3411 Silverside Rd. 

Wihniugton, DE 19810 

WIL R-h LaboEltories, Inc. 
Ashland, Ohio 44805-9281 

Mr. Gary Kramzar 
Vice President 

Date 

Christopher P. Chengelis, Ph.D., D.A.B.T. 
Study Director 

Date 
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APFSNDXXA 

SCORING CRITERIA E;c)R DERMAL REACTlONS 

Evaluation of Dermal Reactiot~$+ 

Value 

0 
1 

Ervthema and Eschar FOIIIIZE~QII 

No erythema 
Very slight erythema (barely perceptible, 
edges of area not well defined) 

Commuter Desinnation 

No erythema 
Very slight erythema 

2 Slight exytbema (pale red in color and 
edges definable) 

Slight exythema 

3 Moderate to severe erythema (deftite 
red in color and area well defined) 

Moderate erythema 

4 Severe erythema fbeet or crimson I&) 
to slight es&r foxmation (injuries 
in depth) 

Severe erythema 

0 
1 

Edema Formation 

No edema 
Very slight edema (barely perceptible, 
edges of area not weil defiaed) 

COrnDUter DeSiFnatiQxl 

No edema 
Very slight edema 

Slight edema (edges of area well defined 
by definite raising) 

Moderate edema (raised approximately 1 
-) 

Slight edema 

Moderate edema 

4 Sevexe edema (raised more than 1 mm and 
extending beyond area of exposure) 

Severe edema 

*D&e, J. H., 1965. The Appraisal of the Safkty of Chemicals in Foods, Drugs and Cosmetics. Dermal 
Toxicity, pp. 46-59. Assoc. of Food and Dxug Officials of the U.S., Topeka, Kansas. 
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